Background: Corynebacterium pseudotuberculosis, a facultative intracellular bacterial pathogen, is the etiological agent of caseous lymphadenitis (CLA), an infectious disease that affects sheep and goats and it is responsible for significant economic losses. The disease is characterized mainly by bacteria-induced caseous necrosis in lymphatic glands. New vaccines are needed for reliable control and management of CLA. Thus, the putative virulence factors SpaC, SodC, NanH, and PknG from C. pseudotuberculosis FRC41 may represent new target proteins for vaccine development and pathogenicity studies.
CLA disease is expressed in external and visceral forms, either separately or together [3] [4] [5] . External CLA lesions appear initially as abscesses that convert later on to pyogranulomas ranging in size from millimeters to centimeters. These external lesions are mostly located within superficial lymph nodes, but infrequently in subcutaneous tissues. Wool or hair over CLA lesions may be lost due to the weak dermonecrotic action of C. pseudotuberculosis exotoxins and the pressure atrophy of overlying skin by the lesions. Visceral lesions are not detectable clinically but express themselves according to their number, site and effect on the involved organ. Progressive weight loss, respiratory disorders and chronic recurrent ruminal tympany are the most prominent signs that may accompany visceral CLA lesions.
Identification/removal of infected animals is a key factor for success of disease control measures. Vaccination of healthy animals is another strategy broadly recommended for disease control. In fact, control of CLA depends on vaccination in most countries [2, [5] [6] [7] . Although bacterin, toxoid, combined, and live vaccines are available, the disease has persisted even after prolonged vaccination, indicating the suppressive nature of CLA vaccination [5, 7] . C. pseudotuberculosis infection of farmer animals can contaminate meat and milk, putting consumers at risk due to its zoonotic potential [7] . The ability of C. pseudotuberculosis to infect both animals and humans makes necessary the development of new vaccines for a reliable control and management of CLA once the currently available commercial vaccines are unable to fully protect susceptible animals against the disease [7, 8] . In this way, the study of other C. pseudotuberculosis virulence factors that might be involved in CLA pathogenesis can provide new vaccine targets.
The complete genome sequence of a C. pseudotuberculois strain (FRC41) isolated from a 12-year-old girl with necrotizing lymphadenitis allowed the identification of spaC and nanH as genes encoding proteins regarded as potential virulence factors [8] . SpaC is a putative adhesive pili tip protein. The pilus structure can probably make the initial contact with host cell receptors to enable additional ligand-receptor interactions and to facilitate the efficient delivery of virulence factors and intracellular invasion [9] . NanH, by its turn, is a putative extracellular neuraminidase [8] . Neuraminidases, or sialidases, belong to a class of glycosyl hydrolases that catalyze the removal of terminal sialic acid residues from a variety of glycoconjugates and can contribute to the recognition of sialic acids exposed on host cell surfaces. Most sialidase-producing microorganisms are pathogenic or commensal when in close contact with mammalian hosts. It has been also suggested that, in some types of pathogenic bacteria, sialidases function as potential virulence factors that contribute to the recognition of sialic acids exposed on the surface of the host cell [10] . A homologous counterpart of C. pseudotuberculois FRC41 NanH was characterized in C. diphtheriae KCTC3075 and shown to be a protein containing neuraminidase and trans-sialidase activities [11] .
The C. pseudotuberculosis FRC41 genome also encodes a putative secreted copper,zinc-dependent superoxide dismutase (SodC) that is characterized by a lipobox motif and may be anchored in the cell membrane [8] . The extracellular location of this enzyme suggests that it may protect the surface of C. pseudotuberculosis cells against superoxide generated externally by the mammalian host cells. In Mycobacterium tuberculosis, SodC contributes to the resistance of this microorganism against the oxidative burst products generated by activated macrophages [12, 13] . The protective activity of Cu,Zn-SODs has been associated with virulence in other bacteria, such as Neisseria meningitides and Hemophylus ducreyi [8] .
As part of important cell signaling mechanisms, eukaryotic-like serine/threonine protein kinases encountered in bacteria are a class of molecules that also deserves attention since they are part of complex signaling pathways and play a diversity of physiological roles in developmental processes, secondary metabolism, cell division, cell wall synthesis, essential processes, central metabolism, and virulence [14, 15] . Mycobacterium tuberculosis genome encodes 11 eukaryotic-like serine/threonine protein kinases (PknA to PknL, except for PknC). Protein kinase G (PknG) gained particular interest because it affects the intracellular traffic of M. tuberculosis in macrophages. Most microbes and nonpathogenic mycobacteria quickly find themselves in lysosomes, where they are killed. By contrast, M. tuberculosis stays within phagosomes; the bacterium releases PknG to block phagosome-lysosome fusion. Bacteria lacking pknG gene are rapidly transferred to lysosomes and eliminated [16, 17] . The genome of C. pseudotuberculosis FRC41 has a gene encoding for a putative PknG protein [8] but its function in the bacterium still needs to be investigated. Therefore, C. pseudotuberculosis SpaC, NanH, SodC, and PknG proteins may play important roles in virulence and pathogenicity. In the present work, a characterization and evaluation of the vaccine potential of these proteins were performed in silico. The heterologous expression of these putative virulence factors in Escherichia coli is also described.
Methods

Protein sequences
The amino acid sequences of the target proteins were retrieved from NCBI GenBank: SpaC [ Primary and secondary structure analysis, subcellular localization and prediction of protective antigens
ProtParam [20] and Self-OPtimized prediction method with alignment-SOPMA [21] of expasy server were used to analyze different physiological and physicochemical properties of the target proteins. Molecular weight, theoretical pI, amino acid composition, extinction coefficient, estimated half-life, instability index, aliphatic index and grand average of hydropathicity (GRAVY) were calculated using the ProtParam preset parameters. Solvent accessibility, transmembrane helices, globular regions, bend region, random coil and coiled-coil regions were predicted using SOPMA default parameters. The amino acid sequences were evaluated by PSORTb 3.0.2 [22] to predict subcellular localization of the target proteins. SignalP 4.1 [23] was used to predict the presence and location of signal peptide cleavage sites in the amino acid sequences. The method incorporates a prediction of cleavage sites and a signal peptide/non-signal peptide prediction based on a combination of several artificial neural networks. VaxiJen 2.0 [24] was used for alignmentindependent prediction of protective antigens. The tool was developed to allow antigen classification solely based on the physicochemical properties of proteins without the need of sequence alignment.
B-cell epitope prediction
Linear B-cell epitopes were predicted from the target protein sequences using physicochemical properties [25] estimated by in silico methods available in DNASTAR Protean program (Madison, Wisconsin). The Jameson-Wolf method [26] was used to predict the potential antigenic determinants by combining existing methods for protein structural predictions. The results appear as multiple peaks in the antigenic index plot, with each peak signifying a potential antigenic determinant. The emini surface probability method [27] was used to predict the probability that a given region lies on the surface of a protein. The Kyte-Doolittle hydropathy method [28] predicts regional hydropathy of proteins from their amino acid sequences. Hydropathy values are assigned for all amino acids and are then averaged over a user defined window. The average is plotted at the midpoint of the window. The charge density method predicts regions of positive and negative charge by summing charge over a specific range of residues. DNASTAR developed this method using the pK tables of White et al. [29] . Since charged residues tend to lie on the surfaces of proteins, this method aids in predicting surface characteristics. Several wet lab experiments revealed that the antigenic portions were situated in beta turn regions of a protein [30] for these regions the Chou and Fasman beta turn prediction method was used [31, 32] . The Karplus-Schulz flexibility method [33] predicts backbone chain flexibility. The method is useful for resolving antigenic sites, as these regions tend to be among the most flexible in a polypeptide sequence. Conserved domains in the target proteins were identified by searching NCBI's conserved domain database (CDD) [34] . The results of each method were presented in a graphical frame. The peak of the amino acid residue segment above the threshold value (we used the default) is considered as predicted B-cell epitope. User can select any physicochemical property or a combination of two or more properties for epitope prediction. [35] . We selected amino acid segments in the target protein sequences where peaks above threshold overlapped in four or more methods. B-cell epitopes located in signal peptide or conserved domains were discarded.
T-cell epitope prediction
MHC I binding prediction was performed using the immune epitope database (IEDB) MHC I binding tool [36] and consensus [37] as prediction method which combines predictions from ANN aka NetMHC (3.4), SMM and comblib methods. Mouse MHC alleles (H-2-Db, H-2-Dd, H-2-Kb, H-2-Kd, H-2-Kk, H-2-Ld) and a peptide length of nine mer were selected to make the predictions from target proteins sequences. A median percentile rank of the four predictions methods was the Consensus representative percentile rank used to select the top 1 % of peptides. A small numbered percentile rank indicates high affinity.
MHC II binding predictions for target proteins were performed using NetMHCII 2.2 server [38] to predict binding of 15 mer peptides to two mouse MHC II alleles (H-2-IAb and H-2-IAd) using artificial neuron networks.
The prediction values were given in nM IC50 values, and as a %-Rank to a set of 1,000,000 random natural peptides. Strong and weak binding (SB, WB) peptides were indicated in the output. T-cell epitopes located in signal peptide or conserved domains were discarded.
Epitope clustering
Epitope clustering was performed using the IEDB Epitope cluster analysis tool [36] . Clustal omega [39] was used to group predicted B and T-cell epitopes into clusters of similarity based on multiple sequence alignment and visual inspection. Clustal omega alignments were used to double check if single-sequence clusters generated by IEDB epitope cluster analysis tool were in fact composed of unique epitopes (no pairs).
Cloning procedures
Miniprep plasmid purifications, agarose gel electrophoresis, and E. coli media were as described [40] . Amino acids 2-23 and amino acids 2-31 were removed from sodC and nanH ORF sequences, respectively. These regions containing signal peptide were eliminated before cloning in order to improve protein expression since they are relatively rich in hydrophobic amino acids. ORF codons of all four target proteins were replaced by E. coli preferential codons [41] . Optimized ORF sequences were synthesized and individually cloned into pD444-NH expression vector (T5 promoter, IPTG inducible, strong ribosome binding site, His-tag, ampicillin resistance marker, high copy origin of replication, 4027 bp size) by DNA2.0 (Menlo Park, CA). Each ORF-containing plasmid (pD444-NH;pknG, pD444-NH;spaC, pD444-NH;sodC, and pD444-NH;nanH) was transformed into BL21(DE3) E. coli strains according to the OverExpress ™ Electrocompetent Cells kit (Lucigen, Middleton) instructions.
Protein expression in E. coli
Protein expression protocol was according to OverExpress ™ Electrocompetent Cells kit (Lucigen, Middleton) instructions. Briefly, transformed cell cultures at OD 0.5-0.7 were induced with 1 mM IPTG for 5 h at 37 °C. SDS-PAGE of non-induced and induced cell culture samples and Coomassie blue staining was as described [42] .
Purification of PknG
Bacteria transformed with pD444-NH;pknG was induced as described above. Cell pellet was collected by 8000 rpm centrifugation, resuspended in buffer A (10 mM NaH 2 PO 4 pH7.4, 300 mM NaCl, 1 % glycerol, 5 mM imidazole), lysed on ice with ten 15-s sonication pulses using a ultrasonic processor Marconi-MA 103 (Piracicaba, São Paulo) and centrifuged at 15,000×g for 15 min. The supernatant containing recombinant proteins was purified under native conditions using 1 mL of immobilized Ni Sepharose (GE Healthcare). The resin was washed using buffer A with 80 mM imidazole. Recombinant PknG was eluted from the column with buffer A containing 400 mM imidazole. The eluted protein was dialyzed against buffer B (10 mM NaH 2 PO 4 buffer pH 7.4 and 50 mM NaCl) and concentrated by ultrafiltration. The concentrated fraction was injected on a Superdex 75 10/300 GL (GE Healthcare) size exclusion column previously equilibrated with buffer B. The purity of the sample was assessed by SDS-PAGE.
Results and discussion
Traditional vaccination approaches are based on complete pathogen either live attenuated or inactivated. Among the major problems these vaccines brought are crucial safety concerns, because those pathogens being used for immunization may become activated and cause infection. Moreover due to genetic variation of pathogen strains around the world, vaccines are likely to lose their efficacy in different regions or for a specific population. Novel vaccine approaches like DNA vaccines and epitope based vaccines have the potential to overcome these barriers to create more effective, specific, strong, safe and long lasting immune response without all undesired effects [43] . Next-generation sequencing and proteomic techniques have enabled researchers to mine entire microbial genomes, transcriptomes and proteomes to identify novel candidate immunogens [44] . In silico techniques are the best alternative to find out which regions of a protein out of thousands possible candidates are most likely to evoke immune response [35] . This reverse vaccinology approach has enjoyed considerable success in the past decade, beginning with Neisseria meningitides, and continuing with Streptococcus pneumonia, pathogenic E. coli, and antibiotic resistant Staphylococcus aureus [44] .
Homology searches
The conservation level between target proteins and proteins of the CMNR group of microorganisms was evaluated by NCBI BLASTP [18] searches in UniprotKB database [19] . This kind of analysis is important for the development of vaccines once they can be used not only for C. pseudotuberculosis FRC41 but for other pathogen strains and pathogens of other species. NCBI BLAST Genome searches show the presence of the target protein genes in all 37 C. pseudotuberculosis strains currently available in NCBI complete genomes database (data not shown). This indicates that SpaC, SodC, NanH and PknG can potentially be expressed not only in a few strains demonstrating the importance of these proteins for this pathogenic bacterium. Well conserved homologous of the target proteins were also found in microorganisms of the CMNR group (Additional files 1, 2 and 3). These findings are a good indication that a vaccine against C. pseudotuberculosis made from the putative virulence factors can be effective not only against numerous strains of the pathogen but also against bacterial pathogens from other species.
The conservation degree among target proteins and mammalian (Ovis, Bos, Equus and Mus genera, Homo sapiens) proteins was also evaluated by BLASTP searches. The analysis was important to reveal the conservation degree among pathogen proteins and host proteins and so the possibility of undesirable immunological crossreactions which may induce autoimmunity. The results (Additional files 1, 2 and 3) show that C. pseudotuberculosis FRC41 SpaC, SodC, NanH, and PknG sequences share low identity (30 % in average) with mammalian sequences. BLASTP alignments show that most of this weak homology is in conserved domains (data not shown). Thus, regions away from signal peptides and conserved domains are ideal targets for vaccine development.
Primary and secondary structure analysis
The next step was to evaluate the primary and secondary structure features of SpaC, SodC, NanH and PknG as they can predict stability and reveal functional characteristics of the proteins at some extent. Based on ProtParam instability index, SodC was considered the least stable while PknG was the most stable (Table 1) . PknG was also the most hydrophilic with the highest GRAVY (−0.211). This same protein also presented the highest aliphatic (92.91) index (Table 1) . SOPMA program, used to calculate secondary structure features of the target proteins, reported that SpaC, SodC and NanH were dominated by random coils, consisting in 45.35, 41.26 and 39.05 %, respectively (Table 2) . Alpha helix prevailed (44.06 %) in PknG. The differences in secondary structure content and aliphatic character helps to explain the stability indexes estimated for the target proteins. [45] .
Subcellular localization and prediction of protective antigens
The candidate molecules from a eukaryotic pathogen expected to induce immunity comprise proteins that are as follows: (i) present on the surface of the pathogen, (ii) excreted/secreted from the pathogen and (iii) homologous to known proteins involved in pathogenesis and virulence [46] . Signal peptide presence and subcellular localization (Table 3) of SpaC (cell wall), SodC (cytoplasmic membrane) and NanH (extracellular) was as predicted before [8] . They were predicted as protective antigens by VaxiJen. Membrane and secreted proteins are considered potential vaccine targets once they are at the host-pathogen interface. These proteins may interact more directly with host molecules for cell adhesion, invasion, multiplication, immune response evasion, damage generation to the host, and survive to host cell defenses [8, 47, 48] . Like its counterpart in M. tuberculosis, which is predominantly found soluble in the cytoplasm [15] , PknG was predicted as a cytoplasmic protein (Table 3) . However, VaxiJen predicted this C. pseudotuberculosis putative serine/threonine protein kinase as non-antigenic. In fact, cytoplasmic proteins have not been widely considered as potential immunogens, since they do not have a close contact to many immune systems' intermediates [49] . Regardless of this, it has been demonstrated that cytoplasmic proteins can be effectively exposed to MHC presentation and may have a key role in the development of a suitable protective immunity. In order to overcome the problem of endogenous antigen access to the MHC II compartment, lysosomal-associated membrane proteins (LAMPs), major lysosomal membrane glycoproteins that contain a cytoplasmic tail targeting sequence that directs the trafficking of the molecule through an endosome/lysossome pathway, including cellular compartments where it is co-localized with MHC II molecules, have been used to induce antigen-trafficking to MHC II compartments and increase the immune response to those antigens [50] . This strategy has shown to elicit enhanced long-term memory response against HIV-1 Gag protein. Besides, a novel mechanism of specific CD8 + T cell-mediated protective immunity can recognize malaria proteins expressed in the cytoplasm of parasites, form clusters around infected hepatocytes, and protect against parasites [51] . This strongly indicates that cellular and molecular mechanisms underlying the protective immune responses against intracellular parasites need further studies.
Linear B-cell epitope prediction
The general problem in achieving an effective treatment of C. pseudotuberculosis infections in animals and humans is probably related to the facultative intracellular lifestyle of this bacterium, as it can survive and multiply in macrophages [52] . The knowledge on the immunity induced by C. pseudotuberculosis indicates that the resistance to infection is a complex process involving components of the non-specific and specific host responses, in which humoral and cellular immune responses are both operative [7] . B-cell epitopes can induce both primary and secondary immunity. Although it is believed that the majority of B-cell epitopes are conformational epitopes, experimental determination of epitopes has focused primarily on the identification of linear (non conformational) B-cell epitopes [25] . This is mainly because predictions of conformational epitopes depend on experimentally determined protein structures or homologous protein structures for in silico modeling. So far, there is no protein structure of the target proteins or structures of highly homologous proteins available for modeling.
Most of the existing linear B-cell epitope prediction methods are based on physicochemical properties relating to surface exposure, such as flexibility or hidrophilicity [25, 35] , as it is thought that epitopes must lie at the Fig. 3 Graphical outputs of the different methods used to quantitate the physicochemical properties used to predict B-cell epitopes from NanH. On top are the conserved domains of the target protein identified by searching NCBI's Conserved Domain Database (CDD). The scales indicate the amino acid positions protein surface for antibody binding to occur. Thus, the target proteins were scanned for B-cell epitopes using several methods designed to quantitate protein physicochemical properties. Graphical outputs of the prediction methods are shown in Figs. 1, 2, 3 , and 4. High values gave rise to peaks, whereas valleys correspond to negative properties of the protein. Selected B-cell linear epitopes of target proteins are shown in Table 4 . The putative adhesive pili tip protein SpaC, seconded by PknG, presented the highest number of B-cell epitopes. We did pick only one B-cell epitope from SodC since the protein is short (206 aa), has a 35 aa long signal peptide (Table 3 ) and its highly conserved domain occupies most of the amino acid sequence (Fig. 2) .
T-cell epitope prediction
A desirable vaccine preparation should present MHC I and II epitopes for the development of a protective and long lasting immune response to C. pseudotuberculosis. MHC I epitopes are presented to CD8+ T cells by cells infected with C. pseudotuberculosis, leading to the apoptosis of the host cell and interruption of the bacterial multiplication, and it was already described the injection of anti-CD4 or anti-CD8 monoclonal antibody resulted in significantly increased mortality and a marked suppression of IFN-gamma production in mice [53] . MHC II epitopes are involved in the activation of CD4+ T cells, which will drive the host immune response to a Th1 protective response, as well as to a production of IFN-gamma, that will help macrophages in the fusion of phagosomes and lysosomes, resulting in the destruction of bacteria that underwent phagocytic process [54] . Ultimately, specific high affinity binding should be the main concern since the efficiency of an epitope vaccine greatly relies on the precise interaction between epitope and HLA molecule [55] . Table 5 shows nine mer peptides from target proteins with high affinity (Consensus percentile rank <1 %) for mouse MHC I alleles. Most of them were from SpaC and PknG. SodC peptides were discarded since they were located in conserved regions. The few strong binding peptides to MHC II were limited to mouse H-2-IAb allele and most of them were from NanH (Table 6 ). Only two MHC II strong binding peptides were predicted from SodC but both were discarded because they were located in conserved regions of the protein. Additional file 4 shows the MHC class II epitopes predicted from target proteins.
Epitope clustering
All B and T-cell epitopes (MHC I and II) predicted from the target proteins were grouped in clusters of sequence similarity in order to evaluate the redundancy degree among them. A total of 57 clusters were formed from a set of 136 epitopes predicted (Additional file 5). Most of them (34) were single-sequence clusters. Clusters 4 and 5 (PknG) and cluster 12 (SpaC) grouped epitopes for both B and T-cell (MHC I and II). These groups of epitopes can thus potentially stimulate a complete immune response against C. pseudotuberculosis. The main goal of vaccination is to induce humoral and cellular immunity by selectively stimulating antigen specific CTLs or B cells together with T H cells [56] . Several clusters containing B-cell and either MHC I or II epitopes were also formed. 
Protein expression
Large amounts of SpaC, SodC, NanH, and PknG are necessary for future studies on the role of these proteins in C. pseudotuberculosis pathogenicity and virulence. Escherichia coli remains as one of the most attractive hosts among many systems available for heterologous protein production [57] . Thus, pknG, spaC, sodC, and nanH codon-optimized ORFs were cloned into the same expression vector system and individually transformed into BL21(DE3) E. coli strains. SDS-PAGE analyses show the successful expression of the target proteins (Fig. 5a ). Purification of PknG using affinity and gel chromatography is shown in Fig. 5b . From the current study we have suggested that several B and T-cell epitopes predicted from SpaC, SodC, NanH and PknG can be used for the development of a multi peptide vaccine to induce a complete immune response against C. pseudotuberculosis. The next step will be to evaluate experimentally these epitopes in vitro and in vivo to assess their real protective potential.
Conclusions
The in silico analyses performed show that SpaC, PknG and NanH present good potential as targets for vaccine development. Several epitopes from these proteins can potentially induce both humoral and cellular immune responses against C. pseudotuberculosis. The four target proteins were successfully expressed in E. coli. The production of these proteins in large amounts represents an important step for future studies on 3-D structure, pathogenicity, virulence, and vaccine development. 
